Seminal oestrogens have been separated into »free«, »conjugated« and »protein-bound« fractions, following the extraction technique described previously (Diczfalusy, 1953) , with the following modifications: in procedure (A) extraction with butanol was omitted and in procedure (B) no ethanol-extraction was carried out, only butanolextraction being employed. This was done in order to check the possible destruction of seminal oestrogens when stored in ethanol contaminated by traces of aldehyde.
A. (1949) . At the end of the distribution the contents of each tube were transferred into small evaporating flasks and evaporated to dryness in an atmosphere of nitrogen and at a reduced pressure. The residue in each flask was dissolved in 95 per cent ethanol and duplicate aliquots were analyzed fluorimetrically. The eva¬ porating device csed and the fluorimetric technique are described elsewhere (Diczfalusy, 1953) . Partition coefficients (K) were calculated by the method of Williamson 8e Craig (1947) . In the calculation of theoretical distribution curves the procedure described by Way & Bennett (1951) was followed.
RESULTS
In one experiment 1000 ml. semen was extracted by ethanol, according to procedure (A), and in another 1700 ml. semen was extracted by butanol ac¬ cording to procedure (B). (Diczfalusy, 1953) , indicating that the three compounds are most probably oestrone, oestradiol-1 Iß and oestriol. Examination of Fig. 1 A discloses fur¬ thermore that substantially all the fluorescence present in this fraction may be attributed to the three major oestrogens known to be present in human pregnancy urine (Engel, 1950) , in placental extracts (Mitchell, 1952 , Diczfalusy, 1953 as well as in the urine of normal males and females (Migeotl, 1952) . The presence of oestrone and probably that of oestradiol-17/3 is also indicated in Fig. 1 (Engel, 1950 , Migeon, 1952 , Diczfalusy, 1952 . When the A. Fig. 3 A was obtained; crystalline oestriol distributed in the same system, however, gave a distribution curve (Fig. 3 B) very nearly identical to that shown in Fig. 3 (Fig. 4 A) and in a butanol extract (Fig. 4 B) Although the presence of some oestrone and oestradiol-17/? in the curve shown in Fig. 4 A cannot be excluded, the concentration of »conjugated« oestro¬ gens in the extract investigated appears to be very low. The partition coeffi¬ cients calculated from the distribution shown in Fig. 4 B do not conform to any of those of the known natural oestrogens.2 When the material shown in Fig. 4 B was evaporated to dryness, taken up in arachis oil and administered to 5 oestrone-primed spayed mice, only one of the animals gave a positive vaginal smear. Thus it would appear that the concentration of »conjugated« oestrogens in the seminal extracts investigated was very low indeed.
Finally, following extraction with ethanol the residual material of semen was submitted to alkaline hydrolysis, neutralized, extracted with ether, purified and distributed between 50 per cent methanol and carbon tetrachloride. Fig. 5 shows the distribution obtained. 
